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Objective: The aim of this work is to compare results from PAS
routine staining and CW stain on histopathological evaluation of
onychomycosis.
Methods: Ninety six nail clippings from patients clinically suspected
of having onychomycosis were used. All patients were attending the
Podology Service in the Hospital of Guimara˜es (Centro Hospitalar do
Alto Ave) between January and October 2008. Nail clippings were
obtained by non-invasive means and were ﬁxed with 10% formalin,
embedded in liquid parafﬁn at 60 C, cut into 5–6 thin slices (3 lm) of
the parafﬁn blocks and dried onto slides. A fully automated embedding
process provided histological slides within 24 h. After deparafﬁnation
and hydratation in descending alcohol solutions (100% · 2, 95% · 2,
80%, 70%, 50%) half of the slides were stained with periodic acid-Shiff
(PAS) reagent for 10 min, washed in deionized water and stained with
Shiff Reagent for another 5 min. Slides were washed with three
exchanges of deionized water and dehydrated in ascending alcohol
solutions (50%, 70%, 80%, 95% · 2, 100% · 2) before mounting in
an organic mounting medium. The remaining slides were stained with
one drop of Calcoﬂuor White Stain 1% (CW) for 3–5 min, followed by
washing in deionized water to remove excess ﬂuorochrome. Slides were
covered with Vectashield mounting medium for delay ﬂuorescence
quenching. Histological diagnosis was performed using conventional
methods. Samples were ﬁrst screened with a low magniﬁcation
objective (10 ·). Upon localization of a site suspicious of fungal
infection a high magniﬁcation (40 · or 100 ·) was used to conﬁrm the
diagnosis. All randomized samples were observed twice in a blind
assay.
Results: Calcoﬂuor white (CW) stain is a ﬂuorescent brightener,
with a high afﬁnity for chitin and cellulose, which are major
components in the cell walls of fungi, so is particularly useful in the
detection of fungal elements in specimens. CW was used as an
alternative of PAS staining in histological nail sections. On 96
samples analysed and stained with PAS, a percentage of 34.4% nails
were found positive for fungi, 62.5% were negative and 3.1% gave
an inconclusive diagnosis. Results from CW staining showed 46.9%
of positive cases, 52.1% of negative cases, and it was not possible to
establish a conclusive diagnosis in 1.0% of cases.
Conclusion: Results of the present study indicate that the histolog-
ical examination of nail clipping specimens with CW stain is an easily
and rapid performed procedure that represents an alternative to
routine periodic acid-Shiff (PAS) staining of nail clipping sections,
principally in non-massive infection cases where fungal elements are
scarce.
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Allergic fungal rhinosinusitis (AFRS) represents a hypersensitivity
response in the sinus cavity usually caused with Aspergillus, Culvu-
laria, Bipolaris or zygomycetes. Only in few cases Schizophyllum
commune was reported manly because of difﬁcultly to detect them with
conventional mycological examinations. In rare case intracranial
propagation of AFRS has been reported and these lesions may be
mistaken for pituitary tumors.
Objectives: We describe the histology and mycology ﬁndings of S.
commune AFRS followed by massive sellar propagation hyperprolac-
tinemia and diplopia. A 44-year-old immunocompetent male presented
with symptoms of nasal obstruction, diplopia and headache. Endocri-
nological evaluation of the pituitary function revealed normal pituitary
function and hyperprolactinemia. The patient underwent transnasal
transsphenoidal operation and the functional endoscopic sinus sur-
gery.
Methods: Histology examination of formalin-ﬁxed and parafﬁn-
embedded tissue and mucin sample were performed staining by
Hematoxylin and eosin (H&E) and Gomoris methenamine silver
(GMS). For mycology examination the tissue was homogenized for
direct Blankofor smear preparation and culturing. Sabouraud dextrose
agar plates were incubated on 28 C and 37 C and followed daily for
fungal growth. Subcultivation was done on Potato dextrose and
Chapek agar.
Results: Histologicaly pituitary gland adenoma was not detected but
revealed clusters of eosinophilic granulocytes (H&E) and septate fungal
hyphae within the allergic mucin (GMS). The hyphae seemed to be
impacted or embedded within the clusters of eosinophils, proliferates as
septate hyphae 2.5–4.5 lm in diameter with characteristic branching
dichotomy (approximately 45 C angle), suggesting Aspergillus infec-
tion but a fungal invasion of the tissue was not observed. Tissue
Blankophor staining revealed hyphae and on the plate the growing
was observed after 3 days on both temperatures as white cottony mold
colony with a yellow reverse and strong and disagreeable smell,
reaching a diameter of 4 cm in 7 days labeled as ‘sterile mycelium’.
Subcultivation on Potato dextrose and Chapek agar microscopically
demonstrated hyphae with clamp connections and fruiting bodies
suggesting S. commune. Identity of fungal strain was conﬁrmed by
sequencing analyze in the Centraalbuerau voor Schimmelcultures,
Utrecht, The Nitherlands.
Conclusion: This is the ﬁrst case of AFRS caused by S. commune in
immunocompetent patient, complicated with formation of the large
pseudotumor and its propagation to the sellar region followed with
hyperprolactinemia and diplopia documented by histology, mycology
and strain sequencing analyze. It is likely that AFRS caused by S.
commune is not rear but are usually misdiagnosed or not recognized
because of the lack familiarity of doctors with this fungus.
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Introduction: Candida Chromogenic Agar (Conda, Spain) is a
chromogenic medium for the selective isolation of yeasts and the
direct identiﬁcation of Candida albicans (green colonies) and presump-
tive identiﬁcation of some other Candida species, such as Candida
tropicalis (dark blue) and Candida krusei (purple-pink).
Objective: To evaluate the performance of the Candida Chromogenic
Agar for the isolation and identiﬁcation of Candida albicans and other
clinically important Candida species.
Patients and methods: Two hundred and sixty four stock strains
from the Universidad del Paı´s Vasco and other culture collections
(Table 1) and 112 fresh oral specimens were evaluated. The usefulness
of Candida Chromogenic Agar with clinical specimens was compared
with ChromID Candida (bioMe´rieux, France). The identity of clinical
isolates was conﬁrmed by conventional mycological methods, such as
the germ tube test in serum, microscopic morphology and chlamy-
conidia formation in corn meal agar (Oxoid, UK) with Tween 80, and
carbon source assimilation by ID 32C (bioMe´rieux). If necessary,
identiﬁcation was conﬁrmed by PCR with speciﬁc primers. Stock
collection strains were grown on Sabouraud glucose agar plates (Difco,
USA) at 37 C for 24–48 h, prior to inoculation onto chromogenic
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